Viral RNA was extracted from plasma or serum samples derived from EDTA-clotted blood and from cerebrospinal fluid samples with the High Pure Viral Total Nucleic Acid Extraction Kit (Roche, Indianapolis, IN, USA). Nervous tissue or visceral organ samples were homogenized by using a mortar and pestle, and RNA was extracted by using the RNeasy Plus Mini Kit (QIAGEN, Valencia, CA, USA).
The first round and nested PCR primers that were based on a highly conserved region of the nsP4 gene were prepared as described previously (1) . First-round PCR was performed by using the Titan one tube reverse transcription (RT)-PCR system (Roche). Each reaction 
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SINV E-Protein RT-PCR
Titan one tube RT-PCR system (Roche) was used for first-round PCR by using primer SIN8136EF (5 TCGTCAGCATACGACATGGAG 3) and A2 (3) . PCR amplification began at 94°C for 2 min and 40 cycles of 94°C for 10 s, 52°C for 30 s and 72°C for 1 min with a final elongation step of 72°C for 7 min.
Expand High Fidelity PLUS PCR system (Roche) was used for the semi-nested reaction. A total of 5μL of first-round product was used with primers SIN8136EF and SIN8787ER
(5GTATCCAAACTGGGCGGAAGT 3). The following cycling program was used: 94°C for 2 min and 10 cycles of 94°C for 30 s, 52°C for 30 s, and 72°C for 1 min; 25 cycles of 94°C for 30 s, 52°C for 30 s, and 72°C for 1 min + 10 s/cycle with a final elongation step of 72°C for 7 min.
MIDV E-Protein RT-PCR
Titan one tube RT-PCR system (Roche) was used for first-round PCR with primer MID10475E+ (5 GGTGCACGTTCCATATACCC 3) and MID11045E-(5 TCCCAATAGCAATCACCACA 3). Cycling began at 94°C for 2 min and 40 cycles of 94°C for 30 s, 48°C for 45 s, and 72°C for 1 min with a final extension of 72°C for 7 min.
Nested PCR was performed with Expand High Fidelity PLUS PCR system (Roche) by using 2μL of first round template, 5μL Q-solution (QIAGEN, Valencia, CA, USA), and primers MID10543EN+ (5 TGAACCACAAGGCTCCTTTC 3) and MID10911EN-(5 CACTTTGCTGTGCAAGTGGT 3). Cycling commenced at 94°C for 2 min and 40 cycles of 94°C for 30 s, 50°C for 45 s and 72°C for 1 min, with a final elongation step of 72°C for 7 min.
